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S82 Inflammation and FibrosisMethods: Wild-type (EP3+/+) and EP1 gene-deficient (EP1-/-) mices were
divided into 4 groups: (1) EP3+/+ Sham-operated group; (2) EP3+/+ 5/6 ne-
phrectomy group; (3) EP3-/- Sham-operated group; (4) EP3-/- 5/6 nephrec-
tomy group. The serum levels of blood urea nitrogen (BUN), serum
creatinine (SCr), and urine osmolality in mices were measured. Kidney tis-
sues were taken and fixed in 4% phosphate-buffered paraformaldehyde,
embedded in paraffinand and cut into slices after eight weeks. Pathological
changes of renal tissue were observed by HE and PAS-Masson stain. The
expression of FN, Col1, COX2, TGF, CTGF, Erbin were detected by
immunohistochemistry.
Results: Compared with the respective sham group, 5/6 nephrectomy
model group had higher levels of serum creatinine and BUN but lower urine
osmolality. Whereas the changes of EP3-/- 5/6 nephrectomy group were
significantly lower than those in the EP3+/+ 5/6 nephrectomy group
(P < 0.05). In 5/6 nephrectomy mices, the interstitial fibrosis including
tubular atrophy, loss and dilation, inflammatory cell infiltration and inter-
stitial matrix deposition was prominent. Compared with the respective
sham group, 5/6 nephrectomy group mesangial cells proliferation and
extracellular matrix significantly higher, whereas the changes of EP3-/-
5/6 nephrectomy group were significantly lower than those in EP3+/+5/6
nephrectomy group (P < 0.05). Immunohistochemistry technique showed
that, compared with the each Sham-operated group, the expressions of
FN, COL1, COX2, TGF, CTGF and Erbin in renal tissues significantly higher
in 5/6 nephrectomy group, whereas the FN values in EP3-/- 5/6 nephrec-
tomy group were significantly lower than those in EP3+/+ 5/6 nephrectomy
group (P < 0.05).
Conclusion: Targeted disruption of the EP3 can attenuate the pathological
state of 5/6 nephrectomize induced renal fibrosis, and it implying that EP3
may take an important role in the process of renal fibrosis.http://dx.doi.org/10.1016/j.hkjn.2015.09.1110216
1,25(OH)2D3 Attenuates High Glucose-induced EMT, Oxidative Stress
and Inflammation in Human Peritoneal Mesothelial Cells via TGFb/Smad
Pathway
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Objective: Epithelial-mesenchymal transition (EMT) is recognized to
accelerate peritoneal membrane dysfunction. 1,25(OH)2D3 plays an
important role in preventing many types of EMT in vivo. However, its
function on the EMT, oxidative stress and inflammation of human perito-
neal mesothelial cells (HPMCs) remains unknown. Therefore, we studied
the effects of 1,25(OH)2D3 on high glucose (HG)-induced EMT, oxidative
stress and inflammation in HPMCs and examined the underlying molecular
mechanisms.
Methods: We used HG stimuli to reproduce the damage of peritoneal
injury in vitro, and examined the effect of 1,25(OH)2D3 on EMT oxidative
stress and inflammation in HPMCs. The expressions of E-cadherin, a-SMA,
FN, TGFb, IL-6, phospho-Smad3 and Smad3 in HPMCs were evaluated by
western blot analysis, and a-SMA was determined by immunofluorescence
staining. GSH levels were measured using ELISA kit. Intracellular accumu-
lation of ROS was measured using 2,7-dichlorofluorescein diacetate (DCF-
DA).
Results:We found that HG decreased GSH expression, and increased TGFb, IL-
6, ROS and Smad3 expression, and promoted EMT, as shown by decreased E-
cadherin expression (epithelial marker), and increased a-SMA and FN expres-
sion (mesenchymal markers). 1,25(OH)2D3 pretreatment attenuated the HG-
induced EMT and oxidative stress, inhibited the inflammatory cytokines
(TGFb and IL-6) in HPMCs, partly through inhibition of TGFb/Smad pathways.
Conclusion: These results indicate that 1,25(OH)2D3 attenuated the HG-
induced EMT, oxidative stress and inflammation, partly through inhibition
of TGFb/Smad pathways.http://dx.doi.org/10.1016/j.hkjn.2015.09.1120246
PPARb/d Augments IL-1b-induced Expression of COX2 and Production of
PGE2 in Human Mesangial Cells via Sirt1 Pathway
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PPARb/d, a ligand-activated nuclear receptor, plays important roles in the
regulation of lipid and glucose metabolism, cell proliferation and differentia-
tion. Growing evidence indicates that PPARb/d also exerts anti-inflammatory
properties by suppressing proinflammatory cytokines production. Previously,
our studies showed that PPARb/d was expressed in human mesangial cells.
However, the role of PPARb/d in human mesangial cell inflammation has not
been elucidated. Excessive production of prostaglandin resulting from
increased COX-2 expression is involved in various pathophysiological condi-
tions, such as cancer and inflammation. Recently, it has been reported that
activation of PPARb/d up-regulates the expression of COX-2 and increases
production of PGE2 in tumor cells. The present study aimed to investigate the
potential role of PPARb/d in COX-2 expression and PGE2 synthesis in human
mesangial cells, particularly in the presence of IL-1b. Our studies showed that
PPARb/d was functionally expressed in human mesangial cells, and its
expression was increased by IL-1b in human mesangial cells. Treatment with
GW0742, a selective agonist of PPARb/d, or viral-mediated overexpression of
PPARb/d significantly upregulated COX-2 expression and increased cellular
PGE2 content in human mesangial cells. Importantly, activation of PPARb/d or
PPARb/d overexpression significantly augmented IL-1b-induced COX-2 expres-
sion and PGE2 production in human mesangial cells. In addition, PPARb/
d increased the expression of Sirt1, while knockdown of Sirt1 gene or inhibition
Sirt1 activity by nicotinamide and EX527 partly abolished the effect of PPARb/
d on IL-1b-induced expression of COX-2 and production of PGE2 in human
mesangial cells. Taken together, PPARb/d augmented IL-1b-induced expression
of COX-2 and production of PGE2 in human mesangial cells, at least in part, via
the Sirt1 pathway. More importantly, PPARb/dmay represent a novel target for
the treatment of renal inflammatory diseases.http://dx.doi.org/10.1016/j.hkjn.2015.09.1130258
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Objective: We assessed the role of PP2Ac and NCTD on the phosphorylation
of Smad3 linker region in human renal proximal tubule cell lines (HK-2 cells).
Inflammation and Fibrosis S83Methods: (1) HK-2 cells were cultured, divided into a normal control group, a
TGF-b1 stimulation group, a PP2Ac overexpression + TGF-b1 stimulation
group, and a PP2Ac shRNA+ TGF-b1 stimulation group. Western blot detected
the expression of total Smad3 protein, pSmad3 linker region protein pSmad3-
L (Ser204) and pSmad3-L (Ser208). (2) HK-2 cells were randomly divided into
a control group, a TGF-b1 stimulation group, and a TGF-b1 stimulation +
NCTD group. Immunofluorescence was used to analyze the cellular location
of pSmad3-L (Ser204) and pSmad3-L (Ser208). Western blots were used to
detect the expression of PP2Ac protein and nuclear proteins pSmad3-L
(Ser204) and pSmad3-L (Ser208).
Results: (1) Western blots showed HK-2 cells to be stimulated with TGF-b1
1 h after transfection with PP2Ac overexpression plasmid, while total
Smad3 protein and the expression of pSmad3-L (Ser204) and pSmad3-L
(Ser208) decreased. In HK-2 cells treated with TGF-b1 for 1 hour after trans-
fection with PP2Ac shRNA, total Smad3 protein and the expression of
pSmad3-L (Ser204) and pSmad3-L (Ser208) increase. (P < 0.05). (2) The dis-
tribution and expression of pSmad3-L (Ser204) and pSmad3-L (Ser208) in the
nucleus of HK-2 cells stimulated by TGF-b1 was significantly elevated, with
further upregulation by NCTD treatment.
Conclusion: PP2Ac inhibits Ser204 and Ser208 phosphorylation. Conse-
quently, NCTD, a PP2A inhibitor, could abolish this kind of inhibition.http://dx.doi.org/10.1016/j.hkjn.2015.09.114
0262
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The aim of this study was to investigate whether the antifibrotic effect of
norcantharidin (NCTD) is dependent on its downregulating protein phospha-
tase 2 (PP2Ac) expression. Sixteen SD rats were randomly divided into four
groups: (1) sham operation; (2) unilateral ureteral obstruction (UUO) day 3;
(3) UUO day 7; and (4) UUO day 14. UUO was performed using an established
protocol. The rats were killed at 1, 3, 7 and 14 days after UUO, and kidney
tissues were harvested. In the second panel, another 15 SD rats were also
randomly divided into three groups: (1) sham operation; (2) UUO; and (3)
UUO+okadaic acid (OA) (30 mg/kg/day). OA was diluted with 1.8% alcohol and
administered to rats through a gastric tube. Rats were killed 3 days after UUO,
and the kidney tissues were removed. In the third panel, four groups of rats
(nZ 5) were used: (1) sham operation; (2) UUO; (3) UUO+NCTD (0.05 mg/kg/
day); and (4) UUO+NCTD (0.1 mg/kg/day). NCTD was dissolved in normal sa-
line and administered to rats by intraperitoneal injection at the doses of
0.05 and 0.1 mg/kg/day. Rats were killed 14 days after UUO, and the kidney
tissueswere harvested. All these removed kidney tissueswere used for various
analyses. In vitro experiment, HK-2 was cultured, after reaching 80% conflu-
ence, HK-2 cells were serum-starved for 16 hours and pretreated with
2.5 mg/ml NCTD or 40 nM OA for 0.5 hours, followed by incubation with or
without recombinant TGF-b at 5 ng/ml for 24 h. The cells were then collected
for real-time RT-PCR andWestern blot analysis. For overexpression and deple-
tion of PP2Ac, HK-2 cells were transfected with the plasmid pEGFP-N1-PP2Ac
and SD11-PP2Ac shRNA. The vector-only plasmid pEGFP-N1 and SD11 were
used as the negative controls, respectively. And the normal HK-2 cells without
plasmid transfection were treated as the blank control.http://dx.doi.org/10.1016/j.hkjn.2015.09.115
0266
AngII via SM22a pkcd-p47phox Mediates Podocyte Oxidative Stress
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Our previous study had shown that kenetic change of the expression level of
SM22a in the animal model of podocyte injury was related with the induction
of oxidative stress. Angiotensin II (AngII) induces oxidative stress. This
induction is regulated by PKCd-p47phox pathway. Our hypothesis is thatSM22a maybe regulate oxidative stress through PKCd-p47phox pathway,
which results in the damage of podocyte. In this study we will explore how
SM22a will regulate the oxidative stress and identify the role of SM22a in the
podocyte damage process. We hope to block the oxidative stress and provide
early intervention to the podocyte damage.http://dx.doi.org/10.1016/j.hkjn.2015.09.116
0276
HBx Induces Apoptosis of Podocytes Through a3b1 Integrin and the
Ratio of Bcl-2/Bax Downregulation
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Objective: The hepatitis B virus X protein (HBx) regulates numerous signaling
pathways, including those that modulate apoptosis. The purpose of this study
was to investigate the mechanism of HBx-induced apoptosis of podocytes.
Methods: An HBx expression vector (pc-DNA3.1(+)-HBx) was used to trans-
fect podocytes to establish an HBx overexpression model. One control group
was not transfected and the other control group was transfected with
plasmid lacking the HBx-encoding insert. The rate of apoptosis was deter-
mined by flow cytometry. The expression of a3 integrin, b1 integrin, Bcl-2,
and Bax were determined by western blotting.
Results: Transfection of podocytes with pc-DNA3.1(+)-HBx increased
apoptosis relative to the controls. Transfected cells had increased protein
expression of Bax and decreased protein expression of a3 integrin, b1 integ-
rin, Bcl-2 relative to the controls.
Conclusion: Our results suggest that HBx induces apoptosis in podocytes, at
least in part through decreased protein expression of a3 integrin, b1 integrin
and the ratio of Bcl-2/Bax.http://dx.doi.org/10.1016/j.hkjn.2015.09.1170277
Effects of Endothelin-1 on the Morphological Changes of Human Renal
Proximal Tubule Epithelial Cells and Expression of Transforming Growth
Factor-b1
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Objective: To investigate the effects of endothelin-1 (ET-1) on the morpho-
logical changes of human renal proximal tubule epithelial cells and expres-
sion of transforming growth factor b1 (TGF-b1) and the role of endothelin
receptor A (ETaR) and B (ETbR), clarify the induction of ET-1 on tubular
epithelial-myofibroblast transdifferentiation (TEMT).
Methods: Add ET-1 into the human proximal tubular epithelial cell line (HK-
2) which cultured in vitro to make the TEMT cell model, then BQ123 (ETaR
antagonist), BQ788 (ETbR antagonist) and BQ123 + BQ788 (ETaR and ETbR
double antagonism) were added to models respectively, set up blank control
group, scanning electron microscope was used to observe the changes of cell
morphology. Real-time quantitative PCR and Western blot were used to test
the expression of TGF-b1 mRNA and protein in each group.
Results: ET-1-induced HK-2 cells were significantly irregular shape, with cyto-
plasm reduced, cell shrinkage, surface microvilli and intercellular connections
significantly reduced, the expression of mRNA and protein of TGF-b1 were
significantly up-regulated (P < 0.05); the cell morphology was improved in
BQ123 group and BQ788 group, the expression of mRNA and protein of TGF-
b1 were significantly lower than those in the ET-1 induced group (P < 0.05),
the inhibitory effect of BQ788 was more obvious in the two groups, but there
was no significant difference between the two groups.
Conclusion: ET-1 may lead to a significant increase in profibrotic factor TGF-
b1 and have a significant effect in inducing TEMT, blocking ET-1 receptor A or
B can significantly inhibit this effect, especially ETbR antagonist BQ788.http://dx.doi.org/10.1016/j.hkjn.2015.09.118
